showed that the gut flora of rats chronically fed with cyclamate acquire the ability to convert cyclamate into cyclohexylamine by splitting the N-S bond, although this did not occur in all rat colonies (Drasar et al., 1970). The splitting of the N-S bond in saccharin could occur similarly to form 2-sulphobenzamide. To investigate the possibility of similar variations in saccharin metabolism, faecal samples (1 g) from control rats, from rats kept on a 1 or 5 % sodium saccharin diet in this department and from rats kept on a 5 % saccharin diet at The Boots Company Ltd., Nottingham, U.K., in a saccharin-toxicity study, were incubated at 37°C for 24h with [14C]saccharin (0.5mg; 0.5pCi) under both aerobic and anaerobic conditions. The incubation mixtures were examined chromatographically but no hydrolysis of the saccharin could be detected.
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It appears that saccharin does not undergo any significant metabolic change in the rat when administered either as a single dose or chronically at 1 or 5 % doses in the diet for up to 12 months.
Insect nerve tissue contains high activities of acetylcholinesterase and in many cases the specific activity of the enzyme is higher than in mammalian brain tissue (Colhoun, 1959 (Colhoun, , 1963 . This activity may be even higher than previously reported as we have observed that measurable acetylcholinesterase activity in nerve tissue samples from Periplanetu americana decreases rapidly after homogenization. This has also been reported by Willner & Mellanby (1974) . We have investigated the nature of this decrease and the stabilization of the enzyme activity by treatment of samples with detergents. Two methods for accurately determining the acetylcholinesterase activity in such samples are suggested.
M e t h o h
Nerve cord tissue was dissected from the animal and cleaned free of surrounding fatty tissue and tracheoles. The dissected tissue was homogenized in 0.1 M-NaH,PO, A rapid decrease in acetylcholinesterase activity occurred after homogenization of nerve tissue samples. Up to 50% of the initially measured activity was lost during the first 20h after homogenization of samples. Subsequent decrease in activity was much slower. If the results from such an experiment were replotted as log of acetylcholinesterase activity against log of time after homogenization at which the sample was assayed, a linear relationship between the two parameters was obtained (correlation coefficient = -0.96). This relationship only applied for the time during which there was a rapid decrease in measurable acetylcholinesterase activity. The non-ionic detergents Triton X-100 and Lubrol PX and the anionic detergent sodium deoxycholate prevented this loss of acetylcholinesterase activity and over a period of days a slow increase in enzyme activity was observed (Fig. 1) . These detergents were also tested for their ability to reactivate samples in which loss of acetylcholinesterase activity had already occurred. Triton X-100 had a minimal reactivating effect but deoxycholate increased the enzyme activity to 124 % of that measured immediately after homogenization of samples. Lubrol PX was slightly more effective in reactivating samples than Triton X-100 (Table 1 ).
The rate of enzymic hydrolysis of acetylthiocholine increased markedly during the first 3 rnin of each assay. Thus, in freshly homogenized samples, the rate of hydrolysis increased by 22 % during the first 3 rnin of assay, whereas in samples aged for 2 h after homogenization the rate of hydrolysis increased by 46% during the first 3min of assay.
Treatment of samples with deoxycholate not only increased measurable acetylcholinesterase activity, but also resulted in the assay becoming linear. Triton X-100 did not have this effect.
Treatment of tissue homogenates with detergents is known to disrupt lipid and membrane structures. It is concluded that treatment of nerve tissue homogenates from Periplaneta americana with deoxycholate disrupts such a barrier, which gradually forms after homogenization of the sample and occludes a fraction of the acetylcholinesterase from assay. Treatment of samples with Triton X-100 prevents formation of this barrier, but does not disrupt it once it has formed. This suggests that the Triton X-100-solubiljzed enzyme is still attached to other membrane components.
Curvature of the assay is attributed to slow penetration of the occlusion barrier by the assay reagents, particularly 5,5'-dithiobis-(2-nitrobenzoic acid). This is shown by the fact that the curvature is decreased from 46 % to 11 % during the first 3 min of assay if the sample is preincubated with 5,5'-dithiobis-(2-nitrobenzoic acid) before assay. This suggestion is in agreement with the expected lipid solubility of the compound. Table 1 . Effect of Triton X-100, LubrolPXandsodium deoxycholate on release of occluded acetylcholinesterase activity and on the curvature of the assay Acetylcholinesterase activity is expressed as a percentage of the value determined immediately after homogenization of samples. The increase in the rate of hydrolysis of acetylthiocholine during the first three min of each assay is expressed as the percentage increase above the initial rate of hydrolysis. All samples were aged for 2h. Each result is the mean of five experiments. 
